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F(ab')2 samples (denoted N35A F(ab')2) at concentrations of 0.3. 1. 3, 10, 30, and 100 nM, for an isotype 
control antibody (denoted as "4D5") sample at a concentration of 100 nM, and for a no antibody control 
sample, in the presence of 2 nM human wild type IL-8. In addition, inhibition data are presented for no IL- 
8 buffer control samples (denoted "Buffer"). 

Fig. 40 is a graph depicting the ability of 6G4.2.5V1 1N35A F(ab')2 to inhibit human monomeric 
IL-8, rhesus IL-8, and rabbit IL-8 mediated neutrophil chemotaxis. Human monomeric IL-8 mediated 
neutrophil chemotaxis data are presented for 6G4.2.5V1 1N35A F(ab')2 samples at concentrations of 0.3, 1, 
3, and 10 nM, for an isotype control antibody (denoted as "4D5") sample at a concentration of 100 nM, and 
for a no antibody control sample (denoted as "BD59"), in the presence of human monomeric IL-8 (denoted 
as "8059") at a concentration of 0.5 nM. Rhesus IL-8 mediated neutrophil chemotaxis data are presented 
for 6G4.2.5V1 1N35A F(ab')2 samples at concentrations of 0.3, 1, 3, and 10 nM, and for a no antibody 
control sample, in the presence of rhesus IL-8 at a concentration of 2 nM. Rabbit IL-8 mediated neutrophil 
chemotaxis data are presented for 6G4.2.5V11N35A F(ab')2 samples at concentrations of 0.3. 1. 3, and 10 
nM, and for a no antibody control sample, in the presence of rabbit IL-8 at a concentration of 2 nM. In 
addition, inhibition data are presented for a no IL-8 buffer control sample (denoted as "Buffer") and for a 2 
nM human wild type 1^8 (denoted as "HuIL-8"). 

Figs. 41A-4J^ depict the nucleic acid sequence (SEQ ID NO: 61) of the p6G4Vl lN35A.F(ab')2 

vector. 

Fig. 42 depicts the nucleic acid sequences of the stop template primer (SEQ ID NO: 63) and the 
NNS randomization primer (SEQ ID NO: 64) used for random mutagenesis of amino acid position 35 in 
variable light chain CDR-Ll of humanized antibody 6G4V1 1. 

Fig. 43A is a table of data describing the frequencies of different phage display clones obtained 
from the randomization of amino acid position 35 in variable light chain CDR-LI of humanized antibody 
6G4V11. 

Fig. 438 contains graphs of displacement curves depicting the inhibition of ^^^I-IL-Z binding to 
neutrophils exhibited by the 6G4V1 IN35A, 6G4V1 1N35D, 6G4V1 1N35E and 6G4V1 1N35G Fab's. 

Fig. 44 contains a graph depicting the typical kinetics of an anti-IL-8 antibody fragment 
(6G4VI IN35A F(ab')2) binding to IL-8. Fig. 44 also contains a table of data providing the equilibrium 
constant for 6G4V11N35A Fab binding to IL-8 (rate constants were not determined "ND"), and the 
equilibrium and rate constants for 6G4V1 1N35A F(ab02 and 6G4V1 1N35E Fab binding to IL-8. 

Fig. 45 depicts the DNA sequence (SEQ ID NO: 65) and amino acid sequence (SEQ ID NO: 62) 
of the 6G4V1 1N35E light chain in an N-terminal fusion with the STII leader peptide. Complementarity 
determining regions LI, L2 and L3 are underlined. 

Fig. 46 is a graph depicting the ability of 6G4V1 1N35E Fab to inhibit human IL-8 (dark columns) 
and rabbit IL-8 (light columns) mediated neutrophil chemotaxis. Data are presented for 6G4V 1 1N35E Fab 
samples at concentrations of 0.4, 1.2. 3.7, 1 1 and 33 nM, and for an isotype control antibody (4D5) sample 
at a concentration of 100 nM, in the presence of 2 nM human IL-8 or 2 nM rabbit IL-8. In addition, 
inhibition data are presented for a no IL-8 buffer control sample (denoted "Buffer") and for human and 
rabbit IL-8 control samples (denoted "IL-8"). 
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Fig. 47 depicts the DNA sequence of the sense (SEQ ID NO: 66) and anti-sense (SEQ ID NO: 67) 
strands of a PvuII-XhoI synthetic nucleotide encoding amino acids Leu4 to Phe29 of the 6G4V11N35A 
heavy chain. ^ 

Figs- 48A-48/ depict the DNA sequence (SEQ ID NO: 68) of plasmid p6G4Vl IN35A.choSD9. 

Fig. 49 contains graphs of displacement curves depicting the inhibition of ^^h^-lL-S binding to 
neutrophils exhibited by the full length IgGl forms of variants 6G4V1 IN35A and 6G4V1 1N35E. 

Figs. 50A-50B are graphs depicting the ability of full length 6G4V1IN35A IgGl and 
6G4VI1N35E IgGl to inhibit human IL-8 (Fig. 50A) and rabbit IL-8 (Fig. SOB) mediated neutrophil 
chemotaxis. 

Fig. 51 contains a graph depicting the typical kinetics of a full length anti-IL8 antibody 
(6G4V1 1N35A IgGl) binding to IL-8. Fig. 51 also contains a table of data providing the equilibrium and 
rate constants for full length murine 6G4.2.5 IgG2a. 6G4V1 1N35A IgGl and 6G4V1 1N35E IgGl binding 
to IL-8. 

Fig. 52 contains graphs of displacement curves depicting the results of an unlabeled IL-8/*25i.il. 
8 competition radioimmunoassay performed with full length 6G4VI 1N35A IgGl and 6G4V1 1N35E IgGl. 

Fig. 53 depicts the DNA sequence (SEQ ID NO: 69) and amino acid sequence (SEQ ID NO: 70) 
of the 6G4V11N35A Fab' heavy chain (6G4VI1N35A Fab heavy chain modified to contain a cysteine 
residue in the hinge region). 

Figs. 54A-54C contain graphs of displacement curves depicting the IL-8 binding and IC5o's for 
PEG-maleimide modified 6G4V1 1N35A Fab* molecules. 

Figs. 55A-55C are graphs depicting the ability of PEG-maleimide modified 6G4V11N35A Fab' 
molecules to inhibit human IL-8 and rabbit IL-8 mediated neutrophil chemotaxis. 

Figs. 56A-56C are graphs depicting the ability of PEG-maleimide modified 6G4V1 1N35A Fab' 
molecules to inhibit IL-8 mediated release of P-giucuronidase from neutrophils. 

Figs. 57A-57B contain graphs of displacement curves depicting the inhibition of ^'^^-IL-S 
binding to neutrophils exhibited by PEG-succinimide modified 6G4V1 IN35A Fab'2 molecules. 

Figs. 58A-58B are graphs depicting the ability of PEG-succinimide modified 6G4VI1N35A 
F(ab')2 molecules to inhibit human IL-8 mediated neutrophil chemotaxis. 

Figs. 59A-59B are graphs depicting the ability of PEG-succinimide modified 6G4VI1N35A 
F(ab')2 molecules to inhibit human IL-8 mediated release of p-glucuronidase fi-om neutrophils. 

Fig. 60 is a graph depicting the theoretical molecular wei^t (dotted bars) and effective size (solid 
bars) of PEG-maleimide modified 6G4V1 1N35A Fab' molecules as determined by SEC-HPLC. 

Fig. 61 is an SDS-PAGE gel depicting the electrophoretic mobility of various PEG-maleimide 
modified 6G4VI 1N35A Fab' molecules. 

Fig. 62 contains size exclusion chromatograms (SEC-HPLC) depicting the retention times and 
effective (hydrodynamic) sizes of various PEG-succinimide modified 6G4V1 1N35A F(ab')2 molecules. 

Fig. 63 is a graph depicting the theoretical molecular weight (open columns), effective size 
determined by SEC-HPLC (solid columns), and the actual molecular weight determined by SEC-Iight 
scattering (shaded columns) for various PEG-succinimide modified 6G4V1 1N35A F(ab')2 molecules. 



